, with a recent study using nucleotide binding arrays to identify the E-box CACGTG as the preferred sequence bound by HLH-30 in vitro 4 . Consistently, ChIP-Seq studies of the mammalian HLH-30 ortholog TFEB have shown that it binds to the E-box CACGTG at the core of a so-called CLEAR motif (GTCACGTGAC) 5 . Using our own ChIP-Seq data from Figure 5 , we here conducted de novo motif discovery using RSAT peak-motifs (http://metazoa.rsat.eu/) 6 on the sites bound only by DAF-16, only by HLH-30, or both transcription factors. As one might expect, the DBE motif emerged amongst the most significantly enriched motifs at sites bound only by DAF-16 or co-bound by DAF-16 and HLH-30, while it was not enriched at sites bound only by HLH-30 (a). Conversely, our de novo search for enriched motifs identified E-boxes at sites only bound by HLH-30 and at those co-bound by both transcription factors but not at those bound only by DAF-16 (b). Interestingly, DAF-16-Associated Elements (DAEs, TGATAAG) were found enriched at all three types of sites: those bound only by DAF-16, those bound only by HLH-30, and those bound by both transcription factors. During this analysis, all e-values were generated by RSAT 6 and only motifs with e-values smaller than 10 -10 were considered significant. DAF-16-Bound Elements (DBE), DAF-16-Associated Elements (DAE), and E-boxes are highlighted in red. Fold enrichment of motif over a random control sequence E-box motifs
sites bound by:
Supplementary Figure 5 -HLH-30 binds to at least three different E-boxes in vivo.
We noted that the E-boxes identified in Supplementary Figure 4 were diverse -not limited to the previously implicated CACGTG. Using again the ChIP-seq data from Figure 5 , we determined the abundance of all possible Eboxes at sites bound only by DAF-16, only by HLH-30, or by both transcription factors. Enrichment of the different Eboxes over their abundance in a randomized control sequence is shown. Arrows indicate enrichments greater than 1.5-fold. Although CACGTG is the most enriched motif (~2.5-fold enriched), also other E-boxes, specifically CACATG and CAGCTG, emerged as ~2.1 and ~1.8-fold enriched, respectively, suggesting that the motif specificity of HLH-30 in vivo is broader than previously thought 4, 5 . The balance between these different E-boxes did not substantially differ between sites bound only by HLH-30 and those co-bound by HLH-30 and DAF-16 and thus was likely not influenced by presence or absence of DAF-16. Only genes significantly regulated in both dimensions are shown (p corr <0.05; p corr was determined using Cuffdiff (see methods)). As one would expect from a key regulator of daf-2(e1370ts)-mediated dauer formation, DAF-16-regulates the expression of dauer formation-related genes in a manner that highly correlates with their regulation by daf-2(e1370ts). Only 3.8% of these DAF-16-regulated genes show an inverse correlation. In contrast, HLH-30 regulates 36.4% of the dauer formation-related genes in a direction that opposes their regulation in daf-2(e1370ts) animals. Consistently, the linear regression of the data points for HLH-30-dependent genes is shifted to the bottom right quadrant. We conclude that in contrast to DAF-16, HLH-30 actively opposes some of the gene expression changes in dauer formation-related genes that normally would occur in daf-2(e1370ts) animals, which we propose to be causal for the moderately enhanced dauer formation that occurs in daf-2(e1370ts); hlh-30(tm1978lf) animals (Fig. 6c) . 
average correlation between replicates = 0.949 
